IQGAP1, a protein that links the actin cytoskeleton to slit diaphragm proteins, is involved in 25 podocyte motility and permeability. Its regulation in glomerular disease is not known. We 26 have exposed human podocytes to puromycin aminonucleoside (PAN), an inducer of 27 nephrotic syndrome in rats, and studied the effects on IQGAP1 biology and function.
28
In human podocytes exposed to PAN, a nuclear translocation of IQGAP1 was observed by interaction between IQGAP1 and P-ERK increased upon podocyte exposure to PAN.
35
Inhibitors of ERK pathway activation blocked IQGAP1 nuclear translocation (p<0.02).
36
Chromatin interaction protein assays demonstrated an interaction of IQGAP1 with chromatin 37 and with Histone H3, which increased in response to PAN.
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In summary, PAN induces the ERK dependent translocation of IQGAP1 into the nuclei in 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63 Podocytes, grown on flaks or coverslips for 14 days, were incubated with 5 µg/ml of PAN
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(Santa Cruz, Tebu-Bio, Le Perray en Yvelines, France) in serum free medium (RPMI 1640 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64 Human podocytes were exposed to PAN at a concentration of 5µg/ml for 60 or 90 minutes.
150
Upon exposure to PAN, the subcellular localization of IQGAP1 was analyzed by 151 immunocytofluorescence ( Figure 1A ). In control cells, IQGAP1 (green labelling) was 152 localized on the plasma membrane, cell contacts and in some instances in the perinuclear area
153
(Control, Figure 1A ). Treatment of podocytes with PAN induced a relocalization from its 154 common localization to the nuclei (DAPI or blue labelling, PAN treated cells, Figure 1A) 155 with a persistent IQGAP1 expression at the plasma membrane.
156
Nuclear translocation of IQGAP1 was confirmed by Western blot analysis ( Figure 1B ).
157
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PD98059 inhibitor).

215
IQGAP1 nuclear expression decreased significantly upon exposure to inhibitors ( Figure 5A ).
216
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